The monoclonal GFAP, Presenilin1 and MAP2(a+b) antibodies were from Sigma and monoclonal O4 and Nestin antibodies were from Chemicon. The monoclonal Myc (9E10), HA (F-7) and actin antibodies were from Santa Cruz Biotechnology and the monoclonal E-cadherin, N-cadherin, and GFP antibodies were from BD Biosciences. The secondary antibodies were from Jackson ImmunoResearch and Alexa Fluor 350 and Hoechst 33258 were from Molecular Probes.
RT-PCR and Q-PCR Analysis
Total RNA was isolated using an RNeasy kit (Qiagen) from NPCs or mouse cortices. Two micrograms of total RNA was reverse transcribed using the Superscript III kit (Invitrogen) and random hexamers. The following individual primer sets were used for PCR amplification: for Tbr-1, 5'-TAGGAGACCTGGGCAATCC-3' and 5'-CTGAGAAGTGAGAAAGCCACC-3'; for βIII-tubulin, 5'-GAGGACAGAGCCAAGTGGAC-3' and 5'-CAGGGCCAAGACAAGCAG-3'; for Pax6, 5'-CTGTACCAACGATAACATACC-3' and 5'-CCCTTCGATTAGAAAACC-3'; for Nestin, 5'-AGTCAGAGCAAGTGAATGG-3' and 5'-AGAAACAAGATCTCAGCAGG-3'. Q-PCR was carried out using SYBR Green I fluorescence (BD Biosciences). Glyceraldehyde-3-phosphate dehydrogenase (GAPDH) transcript levels were used to normalize the samples. Each experiment was performed at least three times. PCR amplification was performed using the following individual primers sets: for Wnt-3, 5'-CTTCTGCCGCAATTACATCGA -3' and 5'-AAGTTGGGGGAGTTCTCGTAG -3'; for Ryk, 5'-TG ATT CTA ATG CAG CTC A-3' and 5'-ATC TTT CAG TGT GAT CCT-3'; for GAPDH, 5'-ACGGCAAATTCAACGGCACAG-3' and 5'-GGTCATGAGCCCTTCCACAAT-3'.
Cell Culture and Transfection
293T and Cos-7 cells were cultured in Dulbecco's Modified Eagles's Medium (DMEM) supplemented with 10% fetal bovine serum. Transfection of 293T cells were achieved by the calcium phosphate precipitation method. Cos-7 cells were transfected using Lipofectamine (Invitrogen). Forty-eight hours after transfection, cells were analyzed in the indicated assays.
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Figure S5. Ryk Is Specifically Expressed in Neurons and Oligodendrocytes
Cells differentiated from NPCs were immunolabeled with antibodies against the astrocyte marker GFAP, the neuron marker TUJ1, and the oligodendrocyte marker O4. The number of Ryk-positive cells in each of the GFAP-, TUJ1-, or O4-positive populations was quantified. Each error bar represents the mean ± S.D. of three independent experiments. Scale bars, 40 µm.
Figure S6. Wnt-3 Stimulates Neuronal Differentiation
NPCs stably expressing Wnt-3 or control NPCs were cultured under differentiating conditions before being subjected to immunostaining for expression of different markers. The percentage of GFAP-, TUJ1-, or O4-positive cells in these cells was determined. Quantitative analysis indicates that neuronal differentiation in response to Wnt3 was increased but the differentiation of astrocytes or oligodendrocytes was unaffected by Wnt3. Each error bar represents the mean ± S.D. of three independent experiments. Scale bars, 100 µm. NPCs were transduced with lentivirus expressing wild type Ryk and various Ryk mutants. GFP gene was placed after an internal ribosomal entry site (IRES) and expression was used to monitor virus infection. These cells were subsequently further transduced with lentivirus expressing Wnt3 or control. These NPCs were cultured under differentiation conditions for 4 days. GFP expression reveals that the transduction efficiency of infected NPCs was more than 98%. 
